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We have investigated a possible role of Fas ligand (FasL) in reverse signaling to mediate cell survival and growth signals through its intracellular proline-rich domain to protect FasL-expressing breast cancer cells from cell death. We have generated expressing constructs containing either a wild-type or the cytoplasmic proline-rich domain-deletion mutant cDNAs of FasL and transfected them into NIH 3T3 cells. We found that the cells expressing the wild-type FasL are more resistant to Fas-induced cell death than the mutant, suggesting that the cytoplasmic proline-rich domain of FasL indeed promote cell survival. We also generated bacteria-expressed GST-FasL fusion proteins and used these proteins to identify proteins that physically interact with the cytoplasmic domain of FasL. Two protein bands from 35S-Methioline-labled 3T3 cell lysates were found to specifically bind to FasL. We are currently characterizing these proteins. These results suggest a novel function of FasL in promoting survival and growth of breast cancer cells. The complete understanding of function and mechanism of FasL in tumor cells is necessary for developing effective diagnostic and therapeutic reagents to treat breast cancer patients. (4) . The proposed research is to reveal the function and mechanism of FasL-mediated reverse signaling in survival and growth of breast cancer cells, to define the role of the cytoplasmic domain of FasL in Fas-mediated apoptosis and in regulafion of cell survival and growth signal transductions, and to identify proteins that physically interact with the cytoplasmic domain of FasL and to understand the function of these interactions.
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BODY:
Cytoplasmic proline-rich domain of FasL protects cells from Fas-mediated cell death.
Function of cytoplasmic domain of FasL in Fas-mediated cell death were investigated by introducing into FasL sensitive NIH3T3 cells with cDNA expression constructs containing either a wild-type full-length, or deletion mutant cDNAs of FasL in transient transfection assays. Three mutant cDNAs were generated. One has the cytoplasmic praline-rich domain (Pro) deleted (FasL-DP); one has part of the extracellular domain deleted (FasL-DE); and one has both domains deleted (FasL-DD): 
Identiflcation of FasL cytoplasmic domain-interacting proteins.
The interaction of the proline-rich sequence of FasL with SH3-containing signaling molecules was investigated by GST fusion protein pull-down assays. A GST-FasL cytoplasmic domain fusion protein was generated and used to affinity purify proteins from NIH3T3 and breast carcinoma cells. Cells were metabolically labeled with 35S-Methioline. Total cell lysates were incubated with the GST-FasL Proline domain fusion protein or GST alone. The GST-FasL fusion protein and the GST precipitates were then resolved by SDS-PAGE. Comparing to the GST alone control, there were two protein bands specifically precipitated by the GST-FasL proline domain fusion protein. We are
